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                                                     5 5.5 6 6.5 7 7.5    5 5.5 6 6.5 7 7.5                        pH pHFIG. I-1. pHdependence of [i4C]glycylsarcosine uptake by oocytes iajected with in vitro transcribed
hPEPTI cRNA (A) or by Caco-2 ce" monolayers (B). (A) Uptake by oocytes was assayed for 2 hr at 250C in
the presence of 20 pM [i4C]glycdsarcosine 24 hr after iojection of 50 nl of hPEPTI cRNA (5 ng) . Each point
represents the mean ± S.E. of eight to twelve experiments. (B) Caco-2 monolayers were incubated for 15 min at
37"C with 2 ml of incubabon medium containing 20 pM [i4C]glycylsarcosine. 'Iliereafter, the monolayers were
washed twice with 5 ml of ice-cold incubation medium (pH 7.4), and the cell-associated radioactivity was








FIG. I-Z Detection of hPEI'rl mRNA in Caco-2 cells by Northern blotanalysis. 5 pg of
poly(A)'RNA from Caco-2 cells was electrephoresed and hybridized at high stringency with hPEPTI-
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Fig. I-8. mRNA expression of PEPTI in Cace-2 cel!s Caco-2 monolayers were treated with tacrolimus (1oo
pM) or cyclosporin A (30 yM) for ene day. Control cells were treated with O.05% cremophor and O.2% ethanol as
vehicle. After the treatments, tota1 cellular RNA was extracted from each treated cell and then human PEPTI























      Tacrolimus CyclosporinA '
Fig. I-9. Effect of varieus concentratioms of tacrolimus or cyclosporin A on the release of ]actate
dehy(iregenase (A), alkaline phosphatase (B) and y- glutamyltransferase (C) activity. Caco-2 monolayers
were incubated wjth various concentrations of tacrolimus or cyclosporin A for one day. Control cells were treated
with O.05% eremophor and O.2% ethanol as vehicle. After the treatments, Iactate dehydrogenase activities in the
culture medium and cell homogenates were determined, and the released lactate dehydrogenase activities in
culture medium were represented as the percentage of total lactate dehydrogenase activities. After the one day
treatmeng alkaline phosphatase (B) and y- glutamy]transferase (C) activities in cen homogenates were determined,
and alkaline phosphatase and y-glutamyltransierase activities were represented as the percentage of the activity of
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                                      Tacrolimus Cyclesporin A
Fig. I-le., Effect of various concentrations of tacrolimlls or cyclosporin A on protein contents of Cace-2
monolayers. Caco-2 monolayers were incubated with various cencentrations of tacrolimus or cyclosporin A for
one day. Control cells were treated with O.05% cremophor and O.2% ethanol as vehicle. After the treatments,
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Fig. U-3. E£fet ts of tacrolimus (A) and cyclosporin A (B) on [i4C]glycylsarcosine uptake by the everted
intestirtes. Eveited intestinal segnents were incubated with incubation medium containing 5 #M
[i4C]glycylsarcosine for 3 min at 370C. At the end of incubation, the radioactivity in solubilized intestinal
segrnents was determined. Each column represents the mean ± S.E, ef 7-16 experiments. 'P<O,05, significant
di£ference from control.
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Fig. ll-4. Concentratien dependence of [i4C]glycylsarcosine uptake by rat everted jejunum treated with
vehicle (A) or cyclosporin A (B). The everted jejunal segments were incubated with varying concentiations of
                                                     or presence (O> of 50 mM[i4C]glycylsarcosine in incubation medium fbr 3 min at 370C in the absence (e)
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Fig. II-7. Levels of SGLTI protein expression in the ratjejunum. The data are represented as percentages
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Fig. ll-8. Leyels of PEPTI rnRNA expression in the ratjejunllm (A) or ilellm (B), Total RNA was isolated
from the intestine ef rats treated with vehicle, tacrolimus or cyclosporin A. Isolated RNA was reverse-
transcribed and PEIX['l mRNA was quantified by 5'nuclease assay with an ABI PRISM 77oo sequence
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FIG. llI-4 Western blot analysis of crude plasma membranes fbom transplanted intestine for PEPTI (A),
SGLTI as) and vi1lin (C). Crude membranes (25 pg) were separated by sodium dodecyl sulfate-pelyacrylamide
gel electrophoresis (8%) and blotted onto polyvinylidene difluoride membranes. The antisera for PEI'Tl and
SGLTI and goat anti-villin polyclonal IgG (1:1000 dilution) were used as primary antibodies. Horseradish
peroxidase-coajugated anti-rabbit and anti-goat IgG antibodies were used for detecbon of bound antibodies. The
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実 験 の 部
【`試薬】
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の を用 い た o [14C]Glycylsarcosineは第一 化 学 薬 品 ､ [3H]glucoseはMoravek
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